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ABSTRACT : 

Processes are provided -for producing puri-f ied, hepatitis B surface 

antigen particles in mammalian cells which comprise culturing mammalian 

cells which produce the particles in a culture medium supplemented with a 

serum free of high molecular weight contaminant proteins and recovering 

the purified, hepatitis B surface antigen particles. 

Removal of molecules having a molecular weight greater than about 

3. times. 10. sup .5 daltons by pref ractionation , for example, allows cells 

to be grown in culture media containing high levels of fetal calf serum, 

removes high molecular weight contaminant proteins which may be 

inhibitory to cell growth and simplifies purification of HBsAg since high 

molecular weight contaminant proteins are the major contaminants removed 

by purification processes. 
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into said genome by homologous recombination, said DNA construct comprising 
a DNA regulatory segment capable of stimulating expression of said gene 
when operative! y linked thereto and a DNA targeting segment homologous to a 
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construct is inserted such that said regulatory segment is operative! y 
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ABSTRACT t 

The isolation and characterization o-f genes involved in proteolytic 
processing in species of the genus Pichia is described. The availability 
ol' such genes has enabled the generation of strains ot Pichia which are 
.de.t .tcLen.t. ...in., .nroteolvt i r nrtivif v.. whirh <=. t rn i nr-p, i jqp-fii'i .hnsH + nr 
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Abstract % Al though oncogenes and tumor suppressor genes have been 

implicated in carcinogenesis and tumor progression, their relationship 
to the development of genomic instability has not been elucidated. To 
examine this role, we transfected oncogenes (pol yomavirus middle CPy] 
and large T EMT and LTD and adenovirus serotype 5 El A) into two NIH 
3T3-derived cell lines, EN/NIH 2-4 and EN/NIH 2-20. Both cell lines 
contain two stable integrants of a variant o-f the retrovirus vector 
□ZipNeoSV (x)l that has been modified by deletion of the enhancer 
elements from the long terminal repeats, DNA rearrangements activating 
the silent neomycin phosphotransferase gene (neo) present in these 
integrants were identified by selection of cells in the antibiotic 
G413* Whereas control -transfected EN/NIH cell lines do not yield 
S418-resistant subclones (GRSs) , a fraction of oncogene-transf ected 
EN/NIH 2-4 (3 of 19 Py MT ? 5 of' 17 Py LT, and 11 of 19 El A) and 2-20 (7 
of 15 Py MT) cell lines gave rise to GRSs at differing frequencies 
(0.33 x iOC-6) to 46 x 10(~6) for line 2-4 versus 0.11 x 10(-6> to 1,3 
x 10C-6) for line 2-20) independent of cell generation time, In 
contrast, a distinctly smaller fraction of mutant Py MT-transf ected 
EN/NIH cell lines (1 of 10 MT23, 1 of 10 HT1015, and 0 of 10 MT59b ) 
resulted in GRSs, Southern analysis of DNA from selected 
oncogene-transf ected GRSs demonstrated genomic rearrangements of 
neo-containing cellular DNA that varied in type (amplification and/or 
novel fragments) and frequency depending on the specific oncogene and 
EN/NIH cell line used in transf ect i on , Furthermore, only one of the 
two neo-containing genomic loci present in both EN/NIH cell lines 
appeared to be involved in these genomic events, In addition to 
effects related to the genomic locus, these observations support a role 
for oncogenes in the development of genetic changes associated with 
tumor progression = 
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Tit* • s MODULATION OF GENE ACTIVITY BY CONSECUTIVE GENE TARGETING OF ONE 

.RE AT I N.E-K I NASE M-ALLELE IN MOUSE EMBRYONIC STEM-CELLS 
Autfor(s)s VANDEURSEN J s LOVELLBADGE R; OERLEMANS F; SCHEPENS J; WIERINGA B 
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Abstract? The cytoscl ic creatine kinases (CK's; EC 2.7.3=2) BB , BM and MM 
are dimeric isoenzymes which have an important role in energy 
metabolism and display characteristic tissue- and stage-specific 
Datterns of expression in mammals. To study the -functional role of the 



gi sen Dure ion or ine lk isoenz vmes we nave tocussea on cne maaiuaeion ot 
expression ot the genes encoding the individual B and M subunits, 
starting at the iiiu.sc 1 e creatine kinase (CKM) gene which is 



transcriptionally inactive during early emhryogenesis . Using repeated 
rounds of gene targeting in mouse embryonic stem (EB) cells, two types 
of mutant cell lines were obtained. First, we generated a cell line in 
which insertion of a neomycin resistance (neo(r)) gene had disrupted 
one of the CKM alleles* Subsequently, from this cell line, following 
introduction of an insertion type vector designed for replacement of 
the muscle specific CKM-enhancer by the constitutive! y acting polyoma 
virus enhancer PyF441 , several independent doubly targeted clones were 
isolated which all had insertions in the previously neo-disrupted CKM 
allele* In some of these ES clones, the targeted enhancer replacement 
resulted in gene correction and functional activation of the silent CKM 
gene . Dimerisation between the ectopically expressed CKM subunits and 
CKB subunits which are normally present at high levels in ES cells, led 
to the formation of the BM isoform of CK in these clones. 
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Abstracts A binary system for gene activation and site-specific 

integration, based on the conditional recombination of transfected 
sequences mediated by the FLP recombinase from yeast, was implemented 
in mammalian eel 1 s s In several cell lines, FLP rapidly and precisely 
recombined copies of its specific target sequence to activate an 
otherwise silent beta-gal actosidase reporter gene „ Clones of marked 
cells were generated by excisional recombination within a chromosomal 1 y 
integrated copy of the silent reporter. By the reverse reaction, 
integration of transfected DNA was targeted to a specific chromosomal 
site. The results suggest that FLP could be used to mosaically 
activate or inactivate transgenes for analysis of vertebrate 
development 3 and to efficiently integrate transfected DNA at 
predetermined chromosomal locations. 
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1. 5,350,671, Sea. 27, 1994, HCV immunoassays employing C domain 
antigens; Michael Houghton, et al ., 435/5. 6, 975; 436/512. 513: 530/300. 
326, 327, 328, 812, 826; 930/220, 223 [IMAGE AVAILABLE] 

US PAT NO; "5,350,671 [IMAGE AVAILABLE] L4s 1 of 11 

ABSTRACT ; 

Immunoassays tor the detection of antibodies to HCV are provided which 
employ "C" domain antigens. Immunoassay kits comprising such antigens are 
also provided. 

2. 5,272,071, Dec, 21, 1993, Method for the modification of the 
expression characteristics of an endogenous **gene** of a given cell 
line; Scott C, Chappe"! , 435/172.3, 69.1. 172.1, 252.3, 320.1; 536/23.1, 
24.3: 935/6, 23, 34. 42 [IMAGE AVAILABLE J 

US PAT NO: 5,272,071 [IMAGE AVAILABLE] L4: 2 of 11 

ABSTRACT : 

Normally transcriptionally **silent** **genes#* in a cell line or 
microorganism may be activated for expression by inserting a DNA 
regulatory element which is capable of promoting the expression of a 
normally expressed **qene** oroduct in that cell or which is promiscuous, 
the requi atory element being inserted so as to be operatively linked with 
the normally **si'i ent** **gene** in question. The insertion is 
accomplished by means of **homo1 ogous** **recombination** by creating a 
DNA construct including a segment having a DNA segment of the normally 



**5itent** **gene** ^targeting ana tne unh regu< acory e< emenr co 

induce **gene** transcriot ion « The technioue is also used to modify the 
expression characteristics of any eRdogenous s-frgene-** of a given cell 



line or microorganism. 

3, 5,262,177, Nov, 16, 1993, Recombinant viruses encoding the human 
melanoma-associated antigens Joseph P. Brown , et a! « , 435/235. if 
424/185.1, 199,1, 232,1; 435/69.3, 172,3, 240,2, 252.3. 252.33, '320,1? 
530/350? 536/23.5; 935/9. 32, 41. 57. 65. 70, 73 C IMAGE AVAILABLE] 

US PAT NO i 5,262,177 C IMAGE AVAILABLE] L4: 3 of 11 

ABSTRACT : 

Peptides or proteins related to a melanoma associated antigen are 
described. These are produced in large quantities via recombinant DNA 
techniques and/or by chemical synthetic methods. The peptides or proteins 
can be used as immunogens in vaccine formulations which can induce an 
immune response that selectively destroys melanoma cells in a vaccinated 
individual * Where the peptides or proteins are expressed by a recombinant 
virus, inactivated or live virus vaccine formulations may be prepared, 

4, 5,223,254, Jun . 29, 1993, Respiratory syncytial virus! vaccines; 
Peter R. Paradiso, et al , . 424/186,1, 211,1= 514/2, 8. 12 C IMAGE 
AVAILABLE] 

US PAT NO ; 5,223,254 [IMAGE AVAILABLE] L4: 4 of 11 

ABSTRACT : 

Polypeptides, nucleotides, and compositions useful for preparing 
diagnostic reagents for and vaccines against human Respiratory Syncytial 
Virus are disclosed, The polypeptides include short polypeptides which 
are related to a neutralizing and fusion epitope of the Respiratory 
Syncytial Virus fusion protein or a neutralising epitope of the G 
protein . 

5. 5,198,346, Mar, 30, 1993, ^Generation** and selection of novel 
DNA-binding proteins and pol voeot ides t Robert C. Ladner. et al ■ . 
435/69.1, 172.3, 252.3, 320,1 C IMAGE AVAILABLE 3 

US PAT NO s 5 ,198.346 L IMAGE AVAILABLE] L4s 5 of 11 

ABSTRACT : 

Novel DNA-binding proteins, especially repressors of **gene** expression, 
are obtained by variegation of **genes** encoding known binding proteins 
and selection for oroteins binding the desired target DNA sequence. A 
nove^ selection vector may be used to reduce artifacts, Heterool igomeric 
proteins which bind to a target DNA sequence which need not be 
palindromic are obtained by a variety of methods, e„g n? variegation to 
obtain proteins binding symmetrized forms of the half -targets and 
heterodimer ization to obtain a protein binding the entire asymmetric 
target , 

6. 5,196,338, Mar, 23, 1993, Recombinant vectors for Haemophilus 
influenzae peptides and oroteins; Aigis Anilionis. et al . . 435/252.3, 
69.1, 69.7, 320.1; 530/350 CI MAGE AVAILABLE] 



Peptides and oroteins related to an epitope comprising an outer membrane 
orotein of Haemophilus influenzae are described. The peptides and 
proteins can be prepared by methods including novel and improved methods 
of purification from H. influenzae cultures ? and by recombinant DNA and 
chemical synthetic techniques. Additionally, recombinant vectors 
containing nucleotide sequences encoding PBOMP-i and PBOMP-2 related 
peptides, proteins and fusion proteins are also described. Recombinant 
vectors include plasmid DNA and viral DNA such as human viruses, animal 
viruses, insect viruses and bacteriophages that direct the expression of 
the PBOMP-i and PBOMP-2 related peptides, proteins, and fusion proteins 
in appropriate host cells. The peptides, proteins, fusion proteins and 
viruses both "live" and "inactivated" are used as immunogens in vaccine 
formulations to protect against H, influenzae infections, The peptides, 
proteins and fusion proteins are also used as reagents in immunoassays as 
well as to prepare immunoglobulins for passive immunizat ion . Use of the 
n uc } sot i d e seq uen c es en c od i n g t h e PBOMP related peptides, p rot e i n s an d 
f us i on p r ot e i n s i n h yd r i u i z a t i on assays is also d esc r i b ed * 

7= 5,196,316, Mar* 23, 1993, Enzyme and DNA coding therefor s Yasuno 
Iwasaki, et al , ? 435/69,1, 68.1, 219, 232, 320 .1; 530/350, 855 s 536/23 ,2 
[IMAGE AVAILABLE] 

US PAT NO ; 5,196,316 C IMAGE AVAILABLE! L4 5 7 of 11 

ABSTRACT ; 

The invention concerns a peptidyl hydroxygl ycine N-C lyase (PHD 
catalyzing the reaction 

R-G 1 yQH . f wdarw , R-NH - sub , 2 
wherein R represents a peptide residue, and Gl yQH represents an 
, al pha .-hydroxygl yc ine residue l inked to the C-terminus of said peptide R 
by an amide bond, a recombinant DNA molecule coding for a PHL* a method 
for the preparation of such a recombinant DNA molecule, processes for the 
preparation of PHL from a natural source or by means of the said 
recombinant DNA molecule, and the use of PHL for the preparation of an 
amidated peptide R-NH. sub. 2. 

8. 5,141,742. Aug. 25, 1992, Vaccines against melanoma? -Joseph P. Brown, 
et ah, 424/186,1. 277,1 ; 435/69.3. 70.1, 71.1, 71.2; 530/350, 395; 
536/23.5 C IMAGE AVAILABLE] 

US PAT NO; 5,141,742 C I MAGE AVAILABLE] L4 t 8 of 1 1 

ABSTRACT s 

Pact ides or proteins related to a melanoma associated antigen are 
described. These are produced in large quantities via recombinant DNA 
techniques and/or by chemical synthetic methods. The peptides or proteins 
can be used as immunogens in vaccine formulations which can induce an 
immune resoonse that selectively destroys melanoma cells in a vaccinated 
individual . Where the pent ides or oroteins are expressed by a recombinant 
virus, inactivated or live virus vaccine formulations may be prepared, 



9, 5.110.^03. Hav 1992. Haemophilus influenzae oeotides and proteins t 



320= 351; 530/333, 345= 350. 806. SOS, 825 C IMAGE AVAILABLE] 



US PAT NO; ^,110,908 CIMAuE AVAILABLE] L4? V of II 

ABSTRACT i 

Peptides and proteins related to an epitope comprising an outer membrane 
protein of Haemophilus influenzae are described. The peptides and 
proteins can be prepared by methods including novel and improved methods 
o-f ouii-f ication from H. influenzae cultures, and by recombinant DNA and 
chemical synthetic techniques. Additionally, recombinant vectors 
containing nucleotide sequences encoding PBQMP- 1 and PBOMP-2 related 
peptides and proteins are also described, Recombinant vectors include 
olasmid DNA and viral DNA such as human viruses, animal viruses, insect 
viruses and bacteriophages that direct the expression of the PBQMP- i and 
PBOMP-2 related pent ides and proteins in approoriate host eel Is * The 
peptides, proteins and viruses both "live" and "inactivated" are used as 
immunogens in vaccine formulations to protect against H. influenzae 
infections. The peptides and proteins are also used as reagents in 
immunoassays as well as to prepare immunoglobulins for passive 
immunization, Use of the nucleotide sequences encoding the PBQMP related 
peptides and proteins in hybridization assays is also described. 

10. 5,108,744, Apr. 28, 1992, vaccines for Haemophilus influenzae^ 
Robert A, Deich, et a! . , 424/190.1, 256.1; 514/2; 530/350, 403 C IMAGE 
AVAILABLE! 

US PAT NO i 5,108,744 C IMAGE AVAILABLE! L4s 10 of 11 

ABSTRACT z 

Peptides an d p r o t e i n s re 1 a ted t o an eo i tope comprising a n out er memb r an e 
protein of Haemophilus influenzae are described „ The peptides and 
proteins can be prepared by methods i n c 1 ud n g no ve 1 an d i mp r o v e d methods 
of purification from H. influenzae cultures, and by recombinant DNA and 
chemical synthetic techniques. Additionally, recombinant vectors 
containing nucleotide sequence encoding PB0MP-1 and PBOMP-2 related 
pent ides and proteins are also described. Recombinant vectors include 
olasmid DNA and viral DNA such as human viruses, animal viruses, insect 
viruses and bacteriophages that direct the expression of the PBQMP- 1 and 
PB0MF— 2 related Peptides and proteins in appropriate host cells. The 
oeotides, proteins and viruses both "live" and "inactivated" are used as 
immunogens in vaccine formulations to protect against H. influenzae 
infections. The peptides and proteins are also used as reagents in 
immunoassays as well as to prepare immunoglobulins for passive 
immunization, Use of the nucleotide seauences encoding the PBQMP related 
peptides and proteins in hybridization assays is also described, 

11. 5,098,997, Mar. 24, 1992, Vaccines for Haemophilus influenzae; Algis 
Anilionis, et al 530/350; 435/69.3, 69.7, 851 \ 530/405. 306, 825* [IMAGE 
AVAILABLE] 

US PAT NO % 5,098,997 E IMAGE AVAILABLE] L4 \ 11 of 11 

ABSTRACT : 

Peptides and proteins related to an epitope comprising an outer membrane 
protein of Haemophilus influenzae are described. The peptides and 



proteins can oe oreparea oy metnads including novel and improved methods 
of, purification from K. influenzas cultures, and by recombinant DMA and 
chemical synthetic techniques. Additionally, recombinant vectors 



containing nucleotide sentiences encoding PBOMP-1 and PBOMP-2 related 
peptides, proteins and fusion oroteins are also described , Recombinant 
vectors induce plasmid DNA and viral DNA such as human viruses, animal 
viruses, insect viruses and bacteriophages that direct the expression of 
the PBOMP-i and PBOMP-2 related peptides, proteins, and fusion proteins 
in appropriate host cells. The peptides, proteins, fusion proteins and 
viruses both "live" and "inactivated" are used as immunogens in vaccine 
formulations to protect against H, influenzae infections, The peptides, 
proteins and fusion proteins are also used as reagents in immunoassays as 
well as to preoare immunoglobulins for passive immunization, Use of the 
nucleotide sequences encoding the PBOMP related peptides, proteins and 
fusion proteins in hybridization assays is also described, 
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i, 5,468,615, Nov. 21, 1995, Binding assay employing a synthetic gene 
tor D4 dopamine receptors? Christopher L. Chio, et el . , 435/7.2, 6, 69„i; 
436/501; 536/23,5 C I MAGE AVAILABLE! 

US PAT NOs 5.468=615 [IMAGE AVAILABLE] Li 5 1 of 5 

ABSTRACT s 

A modified gene coding for the h u man 04 d op am ine recepto r has b een 
synthesized by chemo-enzymatic methods, The nucleotide sequence of the D4 
dopamine receptor gene was oh s raged to reduce the G+C content and to 
eliminate intronic sequences ? while maintaining the published amino acid 
sequence, Using gene splicing by overlap extension and PGR amplification 
of long oligonucleotides O200 bases), 3 synthetic fragments of about 400 
base pairs each were amplified, from which the full length gene was 
assembled. Stable expression at this gene has been achieved in CH0-K1 
cells, using an inducible expression system, and in HEK293 cells, 
=> d 12 kwic 

US PAT NOs 5,466,615 E IMAGE AVAILABLE J L2 s I of 1 

DRAWING DESC: 

DRWD(B) 

FIG, 4, Scatchard analysis of (.sup, 3 H) "-spiperone binding in #*HEK## 
**293** D4-24 cells. 

DRAWING DESC: 

DRWD(IO) 

FIG. 5= Stable expression of D4 receptors in **HEK** **293** 04-24 
eel I s - 

DRAWING DESC: 
DRWD a i ) 

.sup .3 H-spiperone binding at 540 pM was determined in membranes 
prepared from **HEK** **293** 04-24 cells harvested at the indicated 
passage , 



nFTTiPRn? 



This Page is inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 



BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the 
original documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

^ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 

□ FADED TEXT OR DRAWING 

□ BLURED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLORED OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REPERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: 



IMAGES ARE BEST AVAILABLE COPY. 
As rescanning documents will not correct images 
problems checked, please do not report the 
problems to the IFW Image Problem Mailbox 



